[Abstract] Natural Killer (NK) cells are cytotoxic lymphocytes that constitute a major component of the innate immune system. Immunosurveillance of the host by NK cells for malignant and virally-infected cells results in direct cytotoxicity and the production of cytokines to enhance the immune response. This protocol will describe the "gold standard" chromium release assay for measuring the target cell killing capacity of NK cells.
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Vol 3, Iss 16, Aug 20, 2013 observed). Filter again with 10 ml of 1x PBS using the same filter if needed. Spin tubes containing splenocytes at 500 x g, 5 min, 4 °C. 5. Discard supernatant and resuspend splenocyte pellet in 10 ml 1x PBS. Carefully layer 5 ml of resuspended splenocytes on top of the Lympholyte layer (5 ml of the 1 st 15 ml tubes, then the remaining 5 ml on the 2 nd 15 ml tube). Spin 1,500 x g, 15 min, room temperature, acceleration at 1, deceleration at 2 (minimal speed).
6. Carefully pipet lymphocyte layer (blurry interface layer between Lympholyte at the bottom and PBS on top) and transfer to a new 50 ml tube. Carry-over of small amounts of Lympholyte and PBS layers are acceptable because of washing procedure in steps 7 and 8. You can combine mice treatments here (i.e. all the same treatments together).
7. Fill 50 ml tube with 1x PBS (first wash to remove excess Lympholyte). Spin down 500 x g, 5 min 4 °C. 4. Discard supernatant. Resuspend pellet in 500 μl AutoMACS buffer per spleen (e.g. 1.5 ml for 3 pool spleens).
5. Proceed to sort. Turn AutoMACS Pro sorter on during last spin and do a rinse before starting.
6. Place tubes (input in row A, negative fraction in row B, positive fraction in row C) of rack holder. The size of the tubes used for sort depends on the AutoMACS rack holder used.
Usually a standard 50 ml tube for the 3 holder rack, 15 ml tube for 5 holder rack, and 5 ml flow cytometry tubes for 6 holder rack. Copyright © 2013 The Authors; exclusive licensee Bio-protocol LLC.
